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DECLARATION OF PRIOR INVENTION OF RAMAKRISHNA SEETHALA 
TO OVERCOME CITED U.S. PATENT NO. 6.673.821 

To the Commissioner for Patents and Trademarks: 



1 . This Declaration is to establish reduction to practice of the invention in this 
application at a date prior to October 22, 2001, that is the filing date of U.S. application Serial No. 
10/007,342, now U.S. Patent No. 6,673,821. 

2. Ramakrishna Seethala declares as follows. 

3. He was awarded a Ph.D. in Biochemistry. 
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4. He has been employed by Bristol-Myers Squibb Company, the assignee of the subject 
application as a biologist, for 16 years, about four years of which as a supervisor in the Department 
of Metabolic Diseases, Age Related Diseases and Bone Biology. 

5. That prior to October 22, 2001, a sample of the compound of Example 1 (identified as 
BMS 515,832) of the subject application was received by Dr. Ramakrishna Seethala for testing of 
such compound as a modulator of the calcium sensing receptor. 

6. Prior to October 22, 2001 , he was requested to test the compound of Example 1 
(BMS 515,832) of the subject application for its activity as a modulator of the calcium sensing 
receptor. 

7. Prior to October 22, 2001, he requested Zhengping Ma, a biologist working under his 
supervision, to carry out experiments to test the compound of Example 1 (BMS 515,832) for its 
activity as a modulator of the calcium sensing receptor. 

8. The calcium receptor inhibitor assay employed for such testing was Protocol 
CaR_H_IC50 which is as follows: 

Calcium Receptor Inhibitor Assay Methods: 

Inhibition of intracellular calcium: 

Calcilytic activity was measured in human TT cells (ATCC No. CRL-1083) by 
determining the IC50 of the test compound for blocking increases in intracellular Ca2+ by 
extracellular Ca2+ (as agonist of the receptor). Intracellular Ca2+ was measured using Fluo3,AM 
(Molecular probes, # F-1242) as indicator dye. Intracellular Ca2+ increase was measured with 
extracellular Ca2+ from 0.5 to 5 mM in Fluoescence Imaging Plate Reader (FLIPR) (Molecular 
Devices). 

The Ca2+ receptor inhibitor assay procedure is as follows: TT cells were maintained 
in T-150 flasks in cell growth medium (F-12K Nutrition Media (Gibco 21 1270-022) with 10% heat 



-2- 



r 



CASE: LA0112NP 



inactivated FBS, and lx Glutamax) in 5% C0 2 :95% air at 37°C to 90% confluency. The medium 
was removed, the cell monolayer was washed with phosphate buffered saline (PBS), incubated with 
0.05% trypsin at 37°C for 2 minutes and the cells were dispensed by agitation. Cells from 2 flasks 
were pooled and centrifuged (200xg). The cell pellet was suspended in cell growth medium. Cells 
were plated 30,000 cells/well for 2 days, or 24,000 cells/well for 3 days in 96-well black view plates 
(Falcon, VWR#624-06-468) and incubated in 5% C0 2 :95% air at 37°C Cell medium was aspirated, 
and cells were loaded with Fluo3 (Molecular Probes, 50 |ig dissolved in 25 p 1 DMSO, 50 (j 1 20% 
Pluronic Acid) in base buffer (10 mM HEPES buffer containing lx Hank's salt, 0.1% BSA, 0.05% 
D-glucose, 0.8 mM CaC'h) or 1 hour in a 37°C incubator. After incubation, loading buffer was 
aspirated and 120 ul/well base buffer was added. 

Drug plates were prepared in base buffer and loaded into FLIPR.30 ul from drug plate 
was added to the cell assay plate and fluorescence signals were read in FLIPR. Drug plate was 
replaced with CaCl 2 plate in FLIPR plate draw and 30 ul CaCl 2 (1.7 mM final for IC50s, or 2.0 mM 
for screening) was added into cell plate by FLIPR. The fluorescence signal was measured by 
reading at 1 second intervals for 30 seconds and at 3 second intervals for the next 150 seconds. 
Calcilytic activity of the compounds was measured by their ability to block, in a concentration 
dependent manner (half-log concentrations in triplicate), the intracellular Ca2+ level by extracellular 
1.7 mM Ca2-h The data was processed by ActivityBase (IDDBS) and the IC50 values are 
determined by protocols developed. 

9. Prior to October 22, 2001 , Zhengping Ma, working under the supervision of Dr. 
Ramakrishna Seethala, conducted experiments wherein the Example 1 compound identified as 
BMS 515,832 was tested for its activity as a modulator of the calcium sensing receptor (Ca R 
response in TT human cells) and recorded the test results in Notebook No. 49513 pages 079-081, 
083 and 084. (ATTACHMENTS K through Q) 

10. A summary of the test results obtained by Zhengping Ma prior to October 22, 2001 , 
and recorded in Notebook No. 49513, pages 079-081, 083 and 084, working under the supervision of 
Dr. Ramakrishna Seethala, is set out in a summary sheet (ATTACHMENT R) prepared after 
October 22, 2001 . As seen in the summary sheet, the Example 1 compound was tested as per the 
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above protocol for its activity as a modulator of the calcium sensing receptor and was found to have 
such activity. 

11. The actual dates of Experiments regarding the preparation of the Example 1 
compound recorded in Notebook No. 49,513, pages 079-081, 083 and 084 were carried out and the 
dates of signing by Zhengping Ma and witnessing by Yong Quan, were all prior to October 22, 2001, 
but have been obliterated. 

12. Portions of Notebook No. 49,513, pages 079-081, 083 and 084 have been obliterated 
because they were not relevant to the conception and reduction to practice of the present invention as 
it concerns Example 1 compound. 

13. The above clearly establishes conception and reduction to practice of the invention 
covered by the relevant claims of the subject patent application (vis-a-vis U.S. Patent No. 6,673,821) 
prior to October 22, 2001. 

14. This Declaration is submitted prior to Final Rejection. 

15. The undersigned declares further that all statements made herein of his own 
knowledge are true and that all statements made on information and belief are believed to be true; 
and further that these statements are made with the knowledge that willful false statements and the 
like are punishable by fine or imprisonment, or both, under Section 1001 of Title 18 of the United 
States Code and that such willful false statements may jeopardize the validity of application Serial 
No. 10/775,742 or any patent issued thereon. 
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